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International application No. 

PCT/CN2004/000458 


Box No. v Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
~ citations and explanations supporting such statement 


1 . Statement: . 

Novelty (N) Claims 4-8 ^ j 

Claims 1-3,9 NO 

Inventive step aS) CJaims ^ j 

Claims 1-9 NO ! 

Industrial applicability (IA) Claims U9 ^ 

Claims NO 


2. Citations and explanations (Rule 70.7) 

The document as followed is cited by the report: 

Document 1(D1):THE JOURNAL OF GENE MEDICINE 2000,2 (6) , 426-432 
Toshiro Shirakawa et al:P53 Adenoviral vector(Ad-CMV-p53) induced prostatic growth' inhibition of prirnary cultures of i 
human prostate and an experimental rat model. 

Document 2(D2):CN1401778A 12.03.2003 

About novelty: 

Dl has disclosed that the recombinant of adenoviral vector and p53 can be used in the treatment of prostatic 
hyperpIasia.Prostatic hyperplasia is a kind of proliferative disease.So the technical solution of claim 1 has been disclosed by Dl Claim 
1 don't appear to be novel and don't appear to meet the criteria mentioned in article 33(2)PCT. 

Claims 2,3,9 are dependent claims of claim i.The additional technical features of these claims have been disclosed in Di(such 
technical features lie in production of recombinant adenoviruses" and "in vivo experimental design" of "materials and 
^ of Dl).Thus claims 2,3,9 don't appear to be novel and don't appear to meet the criteria mentioned in article j 

The technical solutions of claims 4-8 aren't disclosed .Thus.claims 4-8 possess novelty and meet the criteria 
mentioned in article 33(2)PCT. 
About inventiveness: 

Claims 4,5 are dependent claims of claim l.The additional technical features of them are the products defined by the 
preparation method. Though Dl didn't disclosed the preparation method of the recombinant in detail,D2 disclosed the 
recombinant which was prepared by the same method as that of claims 4-5(see the claims). There is no substantive 
difference between the products of Dl and D2.It's easy for the person skilled in the relevant field of technology to realize 
that such similar products have the same use. So it's obvious for the person skilled in the relevant field of technology 
to obtain the technical solutions of claims 4-5 through combination of Dl and D2 . Thus.claims 4 and 5 don't appear to 
be inventive and don't appear to meet the criteria mentioned in article 33(3)PCT. 

Claims 6-8 are dependent claims of claim l.The additional technical features of them are the types of proliferative 
diseases.Because these proliferative diseases have similar pathogenesis with prostatic hyperplasia,^ technical solutions of claims 6-8 ' 
are obvious to the person skilled in the relevant field of technology in light of Dl. Claims 6-8 don't appear to be inventive and don't ) 
appear to meet the criteria mentioned in article 33(3)PCT. j 

About industrial applicability: 

^ ? ] ^l'll* n 8 " bB USCd in treatment of diseases and possess industrial appiicabiiity.They all meet the criteria mentioned in' 
article 33(4)PCT. 
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INTERNATIONAL PRFf rMr\'ADv orpnoT ni\J patpntabti ftv 


International application No. 


l 


PCT/CN2004/000458 


tfox No. I Basis of the report 


1 . With regard to the language, this report is based on: 




S the international application in the language in which it was filed 




□ a translation of the international application into 


. which is the language of a j 


translation furnished for the purposes of: 




□international search (Rules 12.3(a) and 23.1(b)) 




□publication of the international application (Rule 12.4(a)) 




□international preliminary examination (Rules 55.2(a) and/or 55.3(a)) 




2. With regard to the elements of the international application, this report is based on (replacement sheets which have been furnished 


to the receiving Office in response to an invitation under Article J4 are referred to in this report as "originally filed" and are not 


annexed to this report): 




□ the international application as originally filed/furnished 




the description: 




pages 


as originally filed/furnished 


pages * 1-12 received by this Authority on 1 9.Nov.2004 


P a S cs received by this Authority on 


EJ the claims: 




claims 


as originally filed/furnished 


cJaims as amended ( together with anv statement)unrter ArtirJr. t 0 


claims * 1 -9 received by this Authority on 1 9.Nov.2004 


claims ' received bv this Authority on 


IS the drawings: 




pages 


as originally filed/furnished ! 


pages* 1-11 received by this Authority on 19.Nov.2004 .< 1 


P a 8 es ' received by this Authority on j 


| 

E3 a sequence listing and/or any related table(s) - see Supplemental Box Relating to Sequence Listing. ' 


3. □ The amendments have resulted in the cancellation of: 




□ the description, pages 




□ the claims, Nos. 


□ the drawings, sheets/figs 




□ the sequence listing (specify): 




□ any table(s) related to sequence listing (specify): 




4. □ This report has been established as if (some of) the amendments annexed to this report and listed below had not been made, — J 


since they have been considered to go beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)). i. 


□ the description, pages 




□ the claims, Nos. ;• 


□ the drawings, sheets/figs 




□ the sequence listing (specify): 




□ any table(s) related to sequence listing (specify): 




♦ If item 4 applies, some or all of those sheets may be marked "superseded. " 





Form PCTAPEA/409 (Box No. I) (April 2005) 



INTERNATIONAL PRELIMINARY REPORT ON PATENTABILITY 



International application No. 

PCT/CN2004/000458 



Supplemental Box Relating to Sequence Listing 



Continuation of Box No. I, item 2: 



I. With regard to any nucleotide and/or amino acid sequence disclosed in the international application and necessary to the claimed 
invention, this report was established on the basis of: 

a. type of material 

a sequence listing 
□ table(s) related to the sequence listing 



b. format of material 
O on paper 

in electronic form 



c. time of filing/furnishing 

□ contained in the international application as filed 

□ filed together with the international application in electronic form 

□ furnished subsequently to this Authority for the purposes of search and/or examination 
13 received by this Authority as an amendment * on 1 9.Nov.2004 



2. □ In addition, in the case that more than one version or copy of a sequence listing and/or table(s) relating thereto has been filed 
or furnished, the required statements that the information in the subsequent or additional copies is identical to that in the 
application as filed or does not go beyond the application as filed, as appropriate, were furnished. 
Additional comments: 



^upllledld."° X NOJCPPlteS - listin So»d/or table® related thereto, which form part of the basis of the report, may be marked 



Form PCT/IPEA/409 (Supplemental Box Relating to Sequence Listing) (April 2005) 



^ m & it & *j 
PCT 

(per mii*) 

(PCT 36 ftMJ 70) 



^iSAsStttSAWISliS-^ 
CPS41234 


£Tfem'n% #JE PCT/IPEA/416 3c 


PCT/CN2004/000458 


09.5 ^ 2004 ( 09.05.2004) 


10.05 /J 2003 (10.05.2003) 


H^*J^^(IPC)s!4#H^|l|f0 IPC |S§##3§ 

IPC7: C12N15/86, C12N15/12. A61K48/00. A61P17/00 


^iffA 



1. *m^ftH^^^S#-{i^^35 ftfciHWHH5^¥2Ja^, ##{$£^36 #£#i££$i#A. 

2. **S^itUB:. &g^3r. 

3. IS! #&eri£WPtt#. 

a. El (#i£*&BI^*]$i#A)#it 2ZM, frOr 

*B^«J^^2#^{fttti6<)MiE?5(JitL PCTftljaiJ 70.16 ^J^TiS*8S 607). 

b. □ (^s^ffl^) ^ (j§Bj%^©#^|i|^^ft) &i£^&^frjim^*m\-?z%L* 



4. *«^"&S^T?lJ-&^Mrt^: 

n □ mx®. 

V S 35(2)';£Tfrg5H£, «!litttsKl>lk3fcffltt(fta*; 3fc#Sft*JG,W?liEfni»» 

vi □ wmto&mxft 
vm □ rtmwQTsm&mmvi 



14.9 2004 C 14.9.2004) 


06,09 /J 2005 (06.09.2005) 


+*AR*»HBJWBHR7 6s «/» ipea/cn 

+ Bdt«1^5SEi£Effi±ttg& 6 -^-(100088) 

• 




• -> 
6-10): 6208 


5090 


PCT/IPEA/409 ^(^S) (2005 ^ 4 E) 






PCT/CN2004/000458 


I. iS^WSHS 


1. #T-i§ltr. ^S&^S^: 








□ #7fflilS&^MJS^ltti£;£/ft{£/8fti§g' ( Si! R'J 12.3*023.1 (b) ) . 

□ ^TBI^^iS&tj^^iloitSW^iPf^fflfKjSW (SIM 12.4) . 


B 1-12 35 2004^11^19 0 ^^^fii&fiJW. 5 


SB 3^ 




m m, 19 4km&ffi<m&iv.BjH: 

m 2004^11^19 5 fcJtJrJ^&iBcIUtt. ! 






m i-ii m*. 2004^ ii ^ 19 a 












3. ^St^SWTrt^^iWI^i 

□ m m, m 


i 


SM-a^&wtf ^istBa<i(aaimj 70.2(c)). 
nmm, m m 






1 



PCT/IPEA/409 $tmm) (2005 ^40) 
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v. #&«n5(2)**8ji?jtt, «4i&tt^xdkSffittnxjKi aw sialism 




i. sia 

SfiStt(N) fcfUS* 4-8 ft 

ttfrn* i-3,9 ^ 

&*Jg# 1-9 ^ 




2. ?|3E4ilffiff (SB5HJ70.7) 

*^®«Jfc3liE7T*j*,tfc:a:#, 

It THE JOURNAL OF GENE MEDICINE, 2000 . 2 ( 6) . 426^32, 
Toshiro Shirakawa et aI:P53 Adenoviral vector(Ad-CMV- P 53) induced prostatic growth inhibition of primary 
cultures of human prostate and an experimental rat model. 
2: CN1401778A 2003 ^ 3 H 12 a 

**tt*J». Bilk. &*J3?# l SW^SSitt. 33 * (2) was. 

#1 "materials and methods"* ffl "production of recombinant adenoviruses'^ " "in vivo experimental design") , H 
J*. «*I5#2. 3, 9S^grM, 33 * (2) ftt*J8£. 

ft«WK4-8flM****a*a?f, Hilt, &ftl£* 4-8 WSrStt. 33 * (2) MM. 

^« D n ^ffl|s)l&ffl&, Bilk, *««*aa*Afl«F»fltS:#i«i2*S-S-WttR«H*4. 5 Mft*^Ks*fiiffSJtt 
***!HHfefc»J|l 33 * C3) w*e^. 





PCT/IPEA/409 «(»V£) (2005 4 M) 



&j&l£Jg2J5S}: 
a. 

b. A#6<JM^ 

s ia»a»w»<ata»»ttaE 2004 ^_nj_i9_g 



PCT/IPEA/409 ^(^;?JU5£?r*Kj*F?5*M) (2005 * 4 M) 



*JKJMpajk.a4r*AkJ% P 53 ^Sl$iltflL«#, ******* 

^^«tt*^****W«A*$A*M*A. AA^iffrAA 
*>A«iAA. *S«AA&fe*£«tAA*»AA£*, J44U%£*#Jt 

AattAA^^^tt, 4M^*AA**, 4,***^ 

»4*. -fcAAtetf t #**7fl ; ( 3 ) # ( trani las t ) ( ftttAB* ),. 

«JJ-f**Ji;fr*A*. ^^^^^^ A 



1f-?£.M IPE A/CN 



1 y • UH 2UU4 Cl 9 ■ 1 1 • 20 

t 

^ftA^tHiL^ CN 1401778A t ^ 7 — 
4^?'J. «*&^^3R#.^i5Ai& DNA RNA ^^.^f — ^, ^.ftijfcjft-fc. 

tt*ift#.*Jfc*-*ft*.5 P 53 $L3L*-§riSL p53 

5 ^-SM>^?'J^#J-ATGTTTACCGCCACACTCGCAGGGTCTGCACCTGGTGCGGG 
TCTCATCGTACCTCAGCACCTTCCAGATC.TCTGACATGCGATGTCGACTCGACTGCTTCGCGA 
TGTACGGGCCAGATATACGCGTATCTGAGGGGACTAGGGTGTGTTTAGGCGAAAAGCGGGGCTT 
CGGTTGTACGCGGTTAGGAGTCCCCTCAGGATATAGTAGTTTCGCTTTTGCATAGGGAGGGGGA 
AATGTAGTCTTATGCAATACTCTTGTAGTCTTGCAACATGGTAACGATGAGTTAGCAACATGCC 
TTACAAGGAGAGAAAAAGCACCGTGCATGCCGATTGGTGGAAGTAAGGTGGTACGATCGTGCCT 
TATTAGGAAGGCAACAGACGGGTCTGACATGGATTGGACGAACCACTGAATTCCGCATTGCAGA 
GATATTGTATTTAAGTGCCTAGCTCGATACAATAAACGCCATTTGACCATTCACCACATTGGTG 
TGCACCTCCAAGCTTGGTACCGAGCTCGGATCCCG523CTAGAGCCACCGTCCAGGGAGCAGGTAG 
CTGCTGGGCTCCGGGGACACTTTGCGTTCGGGCTGGGAGCGTCTTTCCACGACGGTGACACGCT 
TCCCTGGATTGGCAGCCAGACTGCTTTCCGGGTCACTGCC 6JJ ATGGAGGAGCCGCAGTCAGATCC 
TAGCGTCGAGCCCCCTCTGAGTCAGGAAACATTTTCAGACCTATGGAAACTACTTCCTGAAAAC 
AACGTTCTGTCCCCCTTGCCGTCCCAAGCAATGGATGATTTGATGCTGTCCCCGGACGATATTG 
AACAATGGTTCACTGAAGACCCAGGTCCAGATGAAGCTCCCAGAATGCCAGAGGCTGCTCCCCC 
CGTGGCCCCTGCACCAGCAGCTCCTACACCGGCGGCCCCTGCACCAGCCCCCTCCTGGCCCCTG 
TCATCTTCTGTCCCTTCCCAGAAAACCTACCAGGGCAGCTACGGTTTCCGTCTGGGCTTCTTGC 

2 

-f'J- Z£ M IPEA/CN 



a. * - ±1/1 4w<± uy • 11 - 2004) 



• ATTGTGGGACAGCCAAGTCTGTCACTTGCACGTACTCCCCTGCCCTCAACAAGATGTTTTGCCA 
ACTGGCCAAGACCTGCCCTGTGCAGCTGTGGGTTGATTCCACACCCCCGCCCGGCACCCGCGTC 
CGCGCCATGGCCATCTACAAGCAGTCACAGCACATGACGGAGGTTGTGAGGCGCTGCCCCCACC 
ATGAGCGCTGCTCAGATAGCGATGGTCTGGCCCCTCCTCAGCATCTTATCCGAGTGGAAGGAAA 
TTTGCGTGTGGAGTATTTGGATGACAGAAACACTTTTCGACATAGTGTGGTGGTGCCCTATGAG 
CCGCCTGAGGTTGGCTCTGACTGTACCACCATCCACTACAACTACATGTGTAACAGTTCCTGCA 
TGGGCGGCATGAACCGGAGGCCCATCCTCACCATCATCACACTGGAAGACTCCAGTGGTAATCT 
ACTGGGACGGAACAGCTTTGAGGTGCGTGTTTGTGCCTGTCCTGGGAGAGACCGGCGCACAGAG ''^ 
GAAGAGAATCTCCGCAAGAAAGGGGAGCCTCACCACGAGCTGCCCCCAGGGAGCACTAAGCGAG 
CACTGCCCAACAACACCAGCTCCTCTCCCCAGCCAAAGAAGAAACCACTGGATGGAGAATATTT 
CACCCTTCAGATCCGTGGGCGTGAGCGCTTCGAGATGTTCCGAGAGCTGAATGAGGCCTTGGAA 
CTCAAGGATGCCCAGGCTGGGAAGGAGCCAGGGGGGAGCAGGGCTCACTCCAGCCACCTGAAGT 
) CCAAAAAGGGTCAGTCTACCTCCCGCCATAAAAAACTCATGTTCAAGACAGAAGGGCCTGACTC 
AGACTGA 1837 CATTCTCCACTTCTTGTTCCCCACTGACAGCCTCCCACCCCCATCTCTCCCTCCC 
CTGCCATTTTGGGTTTTGGGTCTTTGAACCCTTGCTTGCAATAGGTGTGCGTCAGAAGCACCCA 
GGACTTCCATTTGCTTTGTCCCGGGGCTCCACTGAACAAGTTGGCCTGCACTGGTGTTTTGTTG 
TGGGGAGGAGGATGGGGAGTAGGACATACCAGCTTAGATTTTAAGGTTTTTACTGTGAGGGATG 
TTTGGGAGATGTAAGAAATGTTCTTGCAGTTAAGGGTTAGTTTACAATCAGCCACATTCTAGGT 
AGGGGCCACTTCACCGTACTAACCAGGGAAGCTGTCCCTCACTGTTGAATTTTCTCTAACTTCA 
AGGCCCATATCTGTGAAATGCTGGATTTGCCCTACCTCGGAATGCTGGCATTTGCACCTACCTC 
ACAGAGTGCATTGTGAGGGTT 2 j, 7 AATGAAATAATGTACATCTGGCCTTGAAACCACCTTTTATT 
ACATGGGGTCTAGCGGGATCCACTAGTAACGCCGCCAGTGTGCTGGAATTCTGCAGATATCCAT 
CACACTGGCGGCCGCTCGAGCATGCATCTAGAGCTCGCTGATCAGCCTCGACTGTGCCTTCTAG 
TTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTGCCTTCCTTGACCCTGGAAGGTGCCACTCCC 
ACTGTCCTTTCCTAATAAAATGAGGAAATTGCATCGCATTGTCTGAGTAGGTGTCATTCTATTC 
TGGGGGGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGG 
GGATGCGGTGGGCTCTATGGCTTCTGAGGCGGAAAGAACCAGCTGGGGCTCGAGGGGGATCCCC 
ACGCTAGAGCTnjjGACTATAATAATAAAACGCCAACTTTGACCCGGAACGCGGAAAACACCTGA 

3 
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. GAAAAACACCTGGGCGAGTCTCCACGTAAACGGTCAAAGTCCCCGCGGCCCTAGACAAATATTA 

2841 

£r4^*«J (Genbank No: NC-001406 ) 

2. 1-70: ^^W(70^4^^-f^4-5^g)^?iJjEiij 3328 ^) 

3. 71-523: Rous l*J ^^4-6^ LTR ( ^^-^ ) 

4. 524-655: 5' *fc##iH$-E. 

5. 656-1837: p53 tf] t$,fB,jf. 

6. 1838-2733: 3' 4MtftHf-B C*t^ 2298 ftte* J; ft****, poly A ) 

7. 2734-2848: /&^4£«f (2734 #4*,&4£-f jfctf.*. 5 &HiM^'JjE.fc 
452 4&4ft&) 

&^Btfm> (SJ^*M^#*M^pGT-2, -jS-J^i^jfetf "JlMS-***^ 
p53cDNA-£ fc&*'*#*fc/JlM4h&'Wtf " £*J»*f * t IS) 
** pGT-3, fit^lSL *| Pad ^m&-£&%MJfc%Lfrn , 

P 53 ^.^4-^. 

#4&Jiii^, 4* PCR ITitJflUMM LTR^?«], ^J|aAcI 

LTR ^'J^&lMJ P UC18 Jft^t » *!lA*fiLft#. pGT-1; 
pGT-1 «,^^-*5^.Hfe*^*J»#ar*BJ5183 ( 
<MHMh P-e012), TO^5^^ pGT-1 |S] « , 

pGT-2.. 

■5* 5' ATGGAGGAGCCGCAGTCAGATC jfp 5' ATATCTGCAGAATTCCAGCAC #^?| 

4 



. 1 * , .iti± pcr r*t ® * p53 &n , ******* P 53 *q c * 

* 5'* 3'*#iRitB**l ) jL®:n%MJll%L pUC19, ifcfr«**ifc. fifc^, 
PCR^*J4TJf RSV (rous sarcoma virus ) *UTR#*J ( -frjMH 1 ), BGH tfj 
PA#*J*>*a*Bl ^ linker ^ 

#*i*b?T PCR^ftBt, #LTR^PA^J^4W*j.JJJ6.*pS3*.H^ 5'^}' 
C-HLB9 1). 

^ pGT-2 *, p 5 3 JL^4S. El *J»# tf # B J 5 1 8 3 , 

#*J# P 53 &B4U£*X* ). pGT-3-ft Pad ±fc 

*.*-f PUC18 tift***], #Jfe 293 *Jfe(*T»*J!} «Mh flbfr-fr ; E-393 ) 
*^rtfc«.A^*^j****»^«(ci 8 -acting sequence ) 
J% LTR WA^4MM*AJMM**.*.B p53. T**#*fc 

i**iR P 53 /&^4-^*#T?']#,&: 

T^HSA^Wrt-MWa, *4H±#. &**M6, 

(expression cassette), p53 t 

*tfte*4MJ. II *«****Jt*. «iR P 53J«H***jit**^^, 

. 5 

^ a. j^r ipea/cn 



^ + 293 (ATCCCRL-1573, 3? 32 -ft*, 1997 

^ 6 /] 13 9 M. ATCC iTJft ) & 5 ^$1^4 ( Ad5 ) DNA #-fcAJBM£f- 

Ji£^/&JgL#, ^ Ad5 ll%6^^.g]M ( Ela ). iMisiMtH^ 

m&fr P53 Jt@^it4.*a*R, 4U&tfa P53^^^, #*J^-TJt^^J!fc^ 
^^^H'J^-^^la^gJX^A^i^^, Pp^iJlT p53 ^Stfjatsfc^ 

^Htiat$#^^4«fA^#4jifl P 53, 

6 

& M IPEA/CN 



A-T^#.f*l#^, P53 ff-^^^^^fl^Ji, 

;ML H ^&@*&*$&^jyM^ p53 *.H^J|-tt*8J!fet4Lii., 

^Mm^m^-vsi^&th u m&.\ mft*&£® t ft*m p53&@##. 
&mfeft& t *i$L%. 

a 3 sk^^g , VX 5'CCACGACGGTGACA CGCTTC ^ 

5' CAAGCAAGGGTTCAAAGAC ?\ $0, U P 53cDNA i&i± PCR 4f *f ##J # 

1400bp # DNA ^*f. 1, DNA^-^ * markers; 2> 3, 4, p53 cDNA 6^ PCR 

B 4 4^-@*^LSS*b No-1, ) 

293 iwJfiLJs 36 'J s EH", &,&bJ&&.&s 8.%L&4£ DNA & PCR 4kt#**JW*4ftJR. 

DNA >t*f*.'J^ 2750bp. 1, DNA markers; 2, ^j&j&JE: 

tf] PCR i&^„ . 

® 5 &&m-£ Hep-2 #p H1299 teJfoJs 36 ^ftf , , 
It^fe Western blot ^4t^*. *i& p53 AMM^hf-tf p53 
Hep-2 *M1299 &tffctf£J&. 1. 2-3. BJM£*tJlR: 

SBN-1 &|&<tf Hep-2 H1299 4-5: *H'J# SBN-1 Hep-2 
H1299 fejjjfe. 

7 
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a 7 ^ s-p & &&&£fcjz&&n&$fmvj&tf^7t, m s-p 

C, Bfo<k.iZ>^7 &&&*fi$-teH&£&-® (MOI=200 ) 24h. 

48h^ 72h tfj&>J&^&. T^L^i£^/ribS<L^^3^^.3l^, 

£aA t 

(MOI=200 ) *M^T> m A,B,C 

^^^^-^ 
1 

In p53&® cDNA4^?'J, ifcit^A«^?l*b: 

5' ATGGAGGAGCCGCAGTCAGATC fa 5' ATATCTGCAGAATTCCAGCAC -ft#?l4fe', 
^^^•J?]^ linker /f?'J. SI HeLa cDNA & PCR 3r 

5'J^p53^0, -OHH*#: ^— #STs: 94'C£'& 4 i*Ht, 58'Cig. 

*.l^t, 72'C^#2^t; 94'C£.'& 1 , 58*CiE^ 1 

8 
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*Ht, 72'C^t 2*Ht, 30 ^jHi#fiJ^J:^ p53^.S, 

#^&&->J^/f, E7^#f'J p53&04Hfc, Xm*,4tJz$-m p53 
^^5'JfS3#^/76^ pUC19 llM^t^J/f, ^AM?'J3"^ 
#-^<ft#..M./f (-^GenBank Acc XM-058834 — §k ), I^S^^^. 

5'TCTGACATGCGATGTCGACTCG , 5' CGGCAGTGACCCGGAAAGCAG; 5' TCACAGAGTGCA 
TTGTGAGGG, 5' GCTCTAGCGTGGGGATCCC. <frMf 5'^\^j^ 3'^?|^?|X linker 

3, PCR^^^fif^.^-^^ El /^?>J, JGLM&ftm-t, p«?I*&^#J 
?|A.Bam HI Eco RI #i%£mfr$ki3-. 

4 , # i #r#^ ^ 2 #r#i# «^ yj-at^f pcr iUfc , &jl -#h* m 

ift> #5'J PCR LTR-p53-PA , i&— #$']^ 

5, # 3 #tft#9>}J% 4 PJm-frn LTR-p5 3-PA M T4 DNA & 
#P5 3X^S. 

6, PCR^^ijrif^-^^^ IRT^?-J, iU£i|H*|S]jL, S>W«E 
^^'J#^^^J^|^S'J pUC18 $L<fcfft& l -£i&1&fc pGT-l„ 

7, 4€^Sf^^!^.^-^ 5 ( ATCC-VR-5, 75, ffifii: 10 ( 6. 75 ) 
TCID (50) /ml ) DNA, Jg^iMM^ pGT-1 ^#l£^U^fM BJ5183, & 4 
•C$f^-f 30 ^f, 42"C 50 *;Ht, $-&4°Cmt 1 *Nt, ^ lml LB i%- 

1 #>&f tt^^n&^4c^ir%1ktfm%&frt)L, 24 'J>Bt^, 

^i^^^JM^'HflEl.&l^, M^tfOvl^^^ LB . 24^ 

Bt^, &1fr}]>L7r&$k%tM&, ft Pad J&#P0-&jtl£# pGT-2 

Ad5 ^/f?<J ). 

8, #p53^J>EJ^^^^pGT-2^.#lfe^#© BJ5183, (5]JL^- 

ffii&fr&SL, ^#PB^I^rpGT-3, &ftJ&-fc4r&£-®*2.fr?>\&.te 
p53^©^i*^, fi-ftPacim/], ^m^t, -4-l*-*.#-f pUC18 # 

9> &fr%tffB>Mfe&>\±l£j£&CsCh&ft, ^CaCl,^^ 293 £u 
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t 

.7 fc&isij&, lOOOrpm 15 *Hf*, #JL>i, 37'C-80 

•C^^i, $J$-=*, 4000rpm %*i 30 $Ul>^-, _L>t*£— 

4-C 60000 rpm, 16 >hH. M 7 -^>i#4t^^M^-^^^ ^. 
Spectra MW6000 N1H Myt&ti£# 4 <hflt, ^i±#H£# 4'C„ 

m 0. 25 pm &]>feMi±>M?fc%, f--80'C^#, —- £|5£-rt 

DNA, U p53 &|£| 5'CCACGACGGTGACACGCTTC if* 5' CAAGCAAGGGT TCAAAGAC 
^?l^,«f PCR ^f , mm^m&^tk^Vl® 3; ^^HJ^J.^^^ii 
^.X^#J^^.^-^f 5' TTT CTC AGG TGT TTT CCG C 5' CAT CGT ACC TCA 

gcaccttc^?i^, pcr^*#^S4„ vx±.&^%j*j\%.®m&%m$. 

IK £-®-g:£Rpj!y7<fr$-tf p53 Hep-2 H1299 

P 53 ^-^^ 293 ^ 36 <hfrjv£, ^M.^r^fL/Sf #oJ!fc, ^ P53 
& ##'I±4n/f*-i£<fr western blot ^/f, it^JLS 5 0 
£*fc#'J 2 

**j&*f*M»Jfe##*M£#- (JSL® 6): #^^|&T<tt^^J&, £ 
*,ffi3HfT3M, 0. 5-lcm 5 'J^, .iPp&A/g- lOOOU/ml -f, 
t. &m&&m PBS (-HNf*, ifc2*., *lfrJWJBr;Slgf*Na*R f 

&m D-Hank i&ifclt*., Wft^Sk, 

-fit^TiaiR*— j&iSjJl, ;fo»A/£* 10%FBS DMEMi##>& ( >i^: 
&4fciR*Ri7#-#.>&&Jtt! ), %r^\m?,iktf}— &ft_t, ^37'C, 5%C02 
*S+#.S:4£#, 6-8hr^, &&4H&g-#4ft, 3-4 ^f*J ^^-^3-4^. 
10 ffl-fcibtoJ!&, fr$mfy&M&%, 

iO 
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#«n#J-&-: mJtfi&lrilU&iaiJ&Jer, M&. 10000 ^/ml ¥j # 18 
xl8ram 55mra^^unLt. ^A>t Ji^^^^^.-t^, X 

co^^gtarr 6-8h, ^*M)t, PBs^>t^3^, j:&p«t, 

t^TIDt 15min^, PBS >^*^fc 3 

©t^-L, JEftlfctfJi, -^ffcaMo 50p 1 ( fUl^O, B^fc£*fr/R*ada/^*«$ 
PBS. J.4-£#/£4St, te&J&S- 66. 7KPa, lOmin , PBS * 3 4- 

^ 50 M 1 it4fr#^&tf#— JJi-££,3L*0 lOmin^rfj , PBS * 3 

50 n 1 tt***^***^-^*^, lOmin^^Lii; 
PBS &3*.; 10 |i lDABSg.«.JL&, tST 1 Orain Js , PBS Sfc 3 # 

lrain, 1%>S«^$:#, #*J«*frJK,7|c, j^<f 3£i£8fl, t'fcWJK. 

*ttTtoJfe^&£4fc«ta*,4fc( JfcB 8 ): 25cm , ig-#.Jft,t4fe#^ 5 x 10 s 
1&.ik&J$i&i®jfe> > &fr24h Js, 4fc#L, A»^0*iaS§^#-2OOMOI ii^ft^^, 
24h, 48h, 72hJ5&fci&T%&&m&fy&$i^„ 

%.4fcT*9JfeilM$6$3tffc (JL® 9): 25cm'^##Lt-&## 5xio ! i. 
*M.*f i£#24h,£, ^M:TM3$^4£ 200MOI i&#^Jfe, 

##-48h. /fl/&g£>fc'<fc, ^to^i&^^j^H^^^/W^t. 2000r/min 
g'^l5min, -ftftj^fcAffl. /U tt^L l%^#UfcM**.;t: El 

3 

* * ei **& & m & ¥j A«.«/Mf it t tefiftm. 

1°® 10A, Q lOB/Sf^, £«j#Mf BBfr*j&*U)l 

2 x i x icm J ( JCg ioa). fi&E|tetf 4 JSiJs. 
*MflJt£*ft, 4M*9!JLtt<K >ft-«P&teitlfr(Jt« 10B); fiMll&O&'h 

ii 

gt J5" IPEA/CN 



1 9 • 1 1^ 2004 (1 9-1 1 -2004) 

&&&&&&& 



12 

2fc jff IPEA/CN 



*J * * 



2. 4Mfr*U'J*#. 1 ft, T W£tfJ!M4MM*^ p53 

Alt*#*J^H4Lit^A*^^^ — p53cDNA— 

3. 4M8r^»J^i^2 t^^^,*#^^^ii^^#^#^ p53 

t I s ! ***ait#^ , lfr&AJJM4M7/£*i. pgt-i ( 
*^*'J ) &%Mm&^ |S]**te3MW&.B4iaJ$#b pGT-2, #i^x#7Jt 

"^^*^#J^/^^^— P 53cDNA— ^ ^i^#^^./^-^-^iL#J^" 

^ttft9^fc+isj»*&Lit^4tB*iai5* pgt-3, Pad m± 
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<i2o> fefTiQ±&mmfamffimm&^ P 53 shwsbmto 

<130> CPS4I234 

< 1 40> PCT/CN2004/000458 

<141> 2004-05-09 

<150> CN03 1.25 129.3 

<151> 2003-05-10 

<160> 1 

<170> Patentln version 3.1 

<210> 1 

<211> 2848 

<212> DNA 

<2I3> AX^^iJ 

<400> 1 

atgtttaccg ccacactcgc agggtctgca cctggtgcgg gtctcatcgt acctcagcac 60 
cttccagatc tctgacatgc gatgtcgact cgactgcttc gcgatgtacg ggccagatat 120 
acgcgtatct gaggggacta gggtgtgttt aggcgaaaag cggggcttcg gttgtacgcg 180 
gttaggagtc ccctcaggat atagtagttt cgcttttgca tagggagggg gaaatgtagt 240 
cttatgcaat actcttgtag tcttgcaaca tggtaacgat gagttagcaa catgccttac 300 
aaggagagaa aaagcaccgt gcatgccgat tggtggaagt aaggtggtac gatcgtgcct 360 
tattaggaag gcaacagacg ggtctgacat ggattggacg aaccactgaa ttccgcattg 420 
cagagatatt gtatttaagt gcctagctcg atacaataaa cgccatttga ccattcacca 480 



1 

#- % IPEA/CN 



cattggtgtg cacctccaag cttggtaccg agctcggatc ccgctagagc caccgtccag 540 

ggagcaggta gctgctgggc tccggggaca ctttgcgttc gggctgggag cgtctttcca 600 

cgacggtgac acgcttccct ggattggcag ccagactgct ttccgggtca ctgccatgga 660 

ggagccgcag tcagatccta gcgtcgagcc ccctctgagt caggaaacat tttcagacct 720 

atggaaacta cttcctgaaa acaacgttct gtcccccttg ccgtcccaag caatggatga 780 

tttgatgctg tccccggacg atattgaaca atggttcact gaagacccag gtccagatga '840 

agctcccaga atgccagagg ctgctccccc cgtggcccct gcaccagcag ctcctacacc 900 

ggcggcccct gcaccagccc cctcctggcc cctgtcatct tctgtccctt cccagaaaac 960 

ctaccagggc agctacggtt tccgtctggg cttcttgcat tctgggacag ccaagtctgt 1020 

gacttgcacg tactcccctg ccctcaacaa gatgttttgc caactggcca agacctgccc 1080 

tgtgcagctg tgggttgatt ccacaccccc gcccggcacc cgcgtccgcg ccatggccat 1140 

ctacaagcag tcacagcaca tgacggaggt tgtgaggcgc tgcccccacc atgagcgctg 1200 

ctcagatagc gatggtctgg cccctcctca gcatcttatc cgagtggaag gaaatttgcg 1260 

tgtggagtat ttggatgaca gaaacacttt tcgacatagt gtggtggtgc cctatgagcc 1320 

gcctgaggtt ggctctgact gtaccaccat ccactacaac tacatgtgta acagttcctg 1380 

catgggcggc atgaaccgga ggcccatcct caccatcatc acactggaag actccagtgg 1440 

taatctactg ggacggaaca gctttgaggt gcgtgtttgt gcctgtectg ggagagaccg 1500 

gcgcacagag gaagagaatc tccgcaagaa aggggagcct caccacgagc tgcccccagg 1560 

gagcactaag cgagcactgc ccaacaacac cagctcctct ccccagccaa agaagaaacc 1620 

actggatgga gaatatttca cccttcagat ccgtgggcgt gagcgcttcg agatgttccg 1680 

agagctgaat gaggccttgg aactcaagga tgcccaggct gggaaggagc caggggggag 1740 

cagggctcac tccagccacc tgaagtccaa aaagggtcag tctacotccc gccataaaaa 1800 
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actcatgttc aagacagaag ggcctgactc agactgacat tctccacttc ttgttcccca 1860 

ctgacagcct cccaccccca tctctccctc ccctgccatt ttgggttttg ggtctttgaa 1920 

cccttgcttg caataggtgt gcgtcagaag cacccaggac ttccatttgc tttgtcccgg 1980 

ggctccactg aacaagttgg cctgcactgg tgttttgttg tggggaggag gatggggagt 2040 

aggacatacc agcttagatt ttaaggtttt tactgtgagg gatgtttggg agatgtaaga 2100 

aatgttcttg cagttaaggg ttagtttaca atcagccaca ttctaggtag gggccacttc 2160 

accgtactaa ccagggaagc tgtccctcac tgttgaattt tctctaactt caaggcccat 2220 

atctgtgaaa tgctggattt gccctacctc ggaatgctgg catttgcacc tacctcacag 2280. 

agtgcattgt gagggttaat gaaataatgt acatctggcc ttgaaaccac cttttattac 2340 

atggggtcta gcgggatcca ctagtaacgc cgccagtgtg ctggaattct gcagatatcc 2400 

atcacactgg cggccgctcg agcatgpatc tagagctcgc tgatcagcct cgactgtgcc 2460 

ttctagttgc cagccatctg ttgtttgccc ctcccccgtg ccttccttga ccctggaagg 2520 

tgccactccc actgtccttt cctaataaaa tgaggaaatt gcatcgcatt gtctgagtag 2580 

gtgtcattct attctggggg gtggggtggg gcaggacagc aagggggagg attgggaaga 2640 

caatagcagg catgctgggg atgcggtggg ctctatggct tctgaggcgg aaagaaccag 2700 

ctggggctcg agggggatcc ccacgctaga gctgactata ataataaaac gccaactttg 2760 

acccggaacg cggaaaacac ctgagaaaaa cacctgggcg agtctccacg taaacggtca 2820 

aagtccccgc ggccctagac aaatatta 2846 
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